METHOD. BAF-3 cells, a murine interleukin (IL)-3-dependent cell line of pro-B lymphocytes, were infected with the retroviral vector, pRUFneo, into which a cDNA library from the factor dependent cell line FDC-P1 had been inserted (4). IL-3 deprivation of retrovirally infected BAF-3 cells was used to identify cDNAs that conferred resistance to IL-3 withdrawal-induced apoptosis, by plating in soft agar in the presence of IL-3 and geneticin. Genomic DNA from IL-3 resistant clones was isolated and amplified by PCR using pRUFneo vector primers to recover cDNA inserts, which were subsequently identified by sequencing.
RESULTS. Several IL-3 resistant clones were isolated ( Fig. 1) and cDNA inserts were recovered by PCR (Fig. 2) . Sequence analysis of these inserts revealed a 3' untranslated portion of the vacuolar ATPase subunit E gene, ribosomal protein L17 and saposin, in addition to several putatively novel sequences. Functional analysis of the degree of apoptosis resistance conferred by these cDNA inserts will be presented. DISCUSSION. We have shown that cDNA expression cloning utilising a retroviral vector system can be successfully used to isolate potentially novel apoptosis controlling genes, as well as known genes whose role in IL-3 withdrawal-induced apoptosis has not previously been demonstrated.
